S^asein hydrolysate and NH/ and/or N0 3 ] ajutrogmsmirce to form embryogenic callus; 
X culturing said embryogenic callus on developmental medium containing an 
osmoticWssure increasing agent and cytokinin; 

(d) cultunhssaid embryogenic callus on maturation medium; and 

(e) recovering pbijisettia plart sjrom^ id embryo s. . _ 



X (Three Times Amended) A method for producing transgenic poinsettia plants, 

compnsmg: 

(aNsincubating poinsettia plant tissue explants that produce reddish epidermal callus 
on auxin-ahd cytokinin-containing callus induction medium; 

(b) culturinVddish epidermal callus on embryo induction medium comprising 
[casein hydrolysateW/ and/or N0 3 ] ajiitj^gen^ to form embryogenic callus; 

(c) \ 

(i) introducing agression vector into said incubating embryogenic callus 

to produce transformed\ryogenic callus, wherein said expression vector 
comprises a selectable marker ge\and a second foreign gene, or 

(ii) introducing two expressior\tfor S into said incubating embryogenic 
callus to produce transformed embryogem^allus, wherein one of said expression 
vectors comprises a selectable marker gene\nd wherein the second of said 
expression vectors comprises a second foreign gene;\ 

wherein the vector or vectors are introduced into the incubating 
embryogenic callus by co-incubating the callus ^Agrobacterium 
tumefaciens containing the vector or vectors, by micropro^ile-mediated 
delivery of the vector into the callus, or by electroporation; \ 



"%^c»lturing said transformed endogenic callus on selection medium; 
, (e) ^s^— endogenic callus gaining embryos on 
• developmental medium con^nTan^ti^P^e increasing agen,; 

(f) culturing said transgenic embryos on mat^S^"^ 

(g) recovering transgenic^larts^^ 




■^^^^^ "herein said second foreign gene d.sn.pts 
th e function of said virus, and wberein sa,d vtrus-disrupting gene is selected from the group 
consisting ,f genes encoding vira, coat protein, r, oligonudeotide synthetase, vira, genome 
antisense RNA, and pokeweed antiviral protein. 



■ — - meth0 7^7^^Ttr^g^ic poinsettia plants, 

(I, —jf^. (Three Times Amended) A metnoa " 



f y compnsm; 



51115 •x v 

(a) Xting poinsettia plan, tissue explants that produce reddish epidermal callus m 
auxin- and cytoUiim^ontaining callus induction medium; 

(b) culturing emb^ccallus produced on said callus induction medium in lioutd 
^ and/or NO,' contaming^™ induction medium ssm m^m^^ 

(c) filtering the culture and cuU^gthe filtrate in fresh „ q u,d embryo induction 

medium; 

(d) filtering the culture and culturing the fil,r\solid embryo induction medium; 

(e) culturing embryos produced on said embryo [dement] » medium on 

maturation medium; 

(f) culturing said embryos on callus induction medium; 

(g) culturing epidermal callus produced on said callus induction n^ium on embryo 
induction medium to form embryogenic callus; 

3 
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(i) introducing an expression vector too said embryogenic callus to produce 
transformed embryogenic callus, wherein said expression vector comprises a 
Wable marker gene and a second foreign gene, or 

(X introducing two expression vectors into said embryogenic cal.us to 
prc^uceVs formed embryogenic callus, wnerem one of said expression vectors 
comprises \^b.e marker gene, and wherein the second of said expression 

vectors comprises Second foreign gene; 

wherein <he\or or vectors are introduced into the incubating 
embryogenic callus by combating the callus with AgrobaCeriun, tunefaciens 
containing the vector or vectoXby nucroprojectile-mediated delivery of the 
vector into the callus, or by electroporl 

culturing said transformed embryogenic caW on selection medium; 
culturing said transformed embryogemc\allus containing embryos on 
developmental medium containing an osmotic pressure inc^smg agent; 
(k) culturing said transformed embryos on maturation medium^ 
(1) recovering transgenic plants from saidjmsgenicjrnb^ 



(i) 
(j) 



-J^^^M* 51, wherein s.d second for.gn gene disrupts 
the funcuon of said virus, and wherein saM vnW.ruptmg gene i. selected from the group 
coning OS genes encodmg viral coat protem, 2'-5' ohgonucleotide synthetase, viral genome 
antisensc RNA, and pokeweed antiviral protein. 

53 (Twice Amended) The method of claim [5!] 39, wherein said second foreign gene 



from the group consisting of tryptophan decarboxylase, lectin, ^^ Bacill^huringiensis toxin. 
76. (Twice Amended) The [method] transgenic poinsettia plant of claim 73, wherein the 
expression of said [second] foreign gene confers resistance to disease caused by an organism 
selected from the group consisting of virus, bacterium, and fungus. 



77. (Twice Amended) The [method] transgenic poinsettia plant of claim 76, wherein said 
[second] foreign gene disrupts the function of said virus, and wherein said virus-disrupting gene 
is selected from the group consisting of genes encoding viral coat protein, 2 '-5' oligonucleotide 
synthetase, viral genome antisense RNA, and pokeweed antiviral protein. 

78. (Twice Amended) The [method] transgenic poinsettia plant of claim [70] 73, wherein 
said [second]foreign gene confers resistance to an insect, and wherein said insect resistance gene 
encodes a protein selected from the group consisting of tryptophan decarboxylase, lectin, and 
Bacillus thuringiensis toxin. 
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H . (Twice Amended) A method for in vitro regeneration of poinsettia plants comprising: 

incubating poinsettia plant tissue explants that produce epidermal callus on auxin- 
and^ytokinin-containing callus induction medium; 

(b) Subculturing reddish epidermal callus to [NH 4 + and/or NO3" containing] embryo 
induction medium comprising a nitrogen source to form embryogenic callus; 

(c) culturing said embryogenic callus on developmental medium containing an 
osmotic pressure increasing agent and cvtokinin ; 

(d) culturing saici embryogenic callus on maturation medium; and 

(e) recovering poinsettia plants from said embryos. 
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102. (Twice Amended) A method for producing transgenic poinsettia plants comprising th^ 
steps of: 

(a) incubating poinsettia plant tissue explants that produce epidermal callu^n auxin- 
and cvtokinin-containing callus induction medium; 
.(b) culturing reddish epidermal callus to embryo induction medium comprising a 
nitrogen source to form embryogenic callus containing embryos^ 




r 



r 




(i) introducing an expression vector into said incubating embryogenic callus 
to produce transformed embryogenic callus, wherein said expression vector 
comprises a selectable marker gene ana a second foreign gene, or 

(ii) introducing two expression vectors into said incubating embryogenic 
callus to produce transformed embryogenic callus, wherein one of said 
expression vectors comprises a selectable marker gene, and wherein the 
second of saic^expression vectors comprises a second foreign gene; 

(d) culturing said transformed embryogenic callus on selection medium; 

(e) culturing sai(i embryogenic callus containing embryos on developmental medium 
containing an osmotic pressure increasing agent ; 

(f) cultming said transgenic embryos on maturation medium; and 
(f) Recovering transgenic plants from said transgenic embryos. 

igd)A method for producing transgenic poinsettia plants comprising the steps of: 

(a) incubating poinseltia^kiiLtissue explants that produce epidermal callus on auxin- 
and cvtokinin-containing callus induction mediuf 

(b) culturing embryogenic callus produced on said callus inftHQtion medium in liquid 
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\ embryo induction medium comprising a nitrogen source ; 

Vc) filtering the culture and culturing the filtrate in fresh liquid embryo induction 
\ medium; 

(d) \filtering the culture and culturing the filtrate on solid embryo induction medium; 

(e) ... bulWing embryos produced on said embryo [development! induction medium on 

maturation medium; 

(f) culturing sadd embryos on callus induction medium; 

(g) culturing epidermal callus produced on said callus induction medium on embryo 
induction medium^ to form embryogenic callus containing embryos; 

(h) \ 

(i) introducing an e\pression vector into said incubating embryogenic callus 
to produce transformed eM>ryogenic callus, wherein said expression vector 
comprises a selectable marker g^ne and a second foreign gene, or 

(ii) introducing two expression^ vectors into said incubating embryogenic 
callus to produce transformedNembryogenic callus, wherein one of said 
expression vectors comprises a setectable marker gene, and wherein the 
second of said expression vectors comprises a second foreign gene; 

(i) culturing said transformed embryogenic callus oV selection medium; 

(j) culturing said transformed embryogenic callus containing embryos on 
developmental medium containing an osmotic pressure increasing agent ; 

. (k) culturing said transformed embryos on maturation medium^and 
recovering transgenic plants from said transgenic embryos. \ 



111. (Amended) The method of claim [49] 39, wherein the expression of said second foreign 



gene confers resistance to an insect. 




Please add the following new claims: 



>a 13. The method according to claim 1, wherein the nitrogen source comprises NFL, -1 " and/or 
NoY 

114. \he method according to claim 6, wherein the nitrogen source comprises NH 4 + and/or 
N0 3 ". \ 

115. The method according to claim 39, wherein the nitrogen source comprises NH/ and/or 

1 16. The method according to c\aim 101, wherein the nitrogen source comprises NH/ and/or 
N0 3 . v 

117. The method according to claim 102, wherein the nitrogen source comprises NH/ and/or 
N0 3 ". \ 

118. The method according to claini 103, wherein the nitrogen source comprises casein 
hydrolysate and NH 4 + and/or NO3". ^ 

REMARKS 

Amendments 

Claims 18, 39, 52, 53, 76-78, 101, and 111 have been amended for clarity as suggested in 
the Final Office Action. Claims 1 and 101 have been amended to recite that the developmental 
medium comprises cytokinin. Support for this amendment can be found in the specification at, 
inter alia, page 18, first paragraph and page 26, table 4. 

Claims 102 and 103 have been amended to recite that the callus induction medium 
comprises auxin and cytokinin and that the developmental medium comprises an osmotic 
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